[Insertional mutagenesis of protease 2A of the poliomyelitis virus and its substrate, simultaneously expressed in Escherichia coli cells].
In order to clarify the structural features of protein substrates which determine their sensitivity towards poliovirus 2A protease, a high-efficiency bacterial expression system for cDNA of the poliovirus genome fragment has been developed. The expressed protein encompasses the C-end half of the VP1 capsid protein. 2A protease, and a large portion of the 2B protein. Virus-specific products were found in the insoluble fraction of bacterial cell lysates which were mainly represented by two proteins. These proteins appeared to be produced via the cleavage of the expressed protein by 2A protease at the Tyr-Gly site located between the VP1 protein and the 2A protease proper. The accumulation of two viral proteins can be prevented by a four amino acid insertion into the 2A gene locus in close vicinity of the putative catalytic His residue. The determinants of specificity toward the 2A action are located within the region flanking the cleavable Tyr-Gly dipeptide from its N-side.